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In primary mammalian cells, oncogenic ras induces premature senescence, depending on an active MEK–
extracellular signal-regulated kinase (ERK) mitogen-activated protein kinase (MAPK) pathway. It has been
unclear how activation of the mitogenic MEK-ERK pathway by ras can confer growth inhibition. In this study,
we have found that the stress-activated MAPK, p38, is also activated during the onset of ras-induced senescence
in primary human fibroblasts. Constitutive activation of p38 by active MKK3 or MKK6 induces senescence.
Oncogenic ras fails to provoke senescence when p38 activity is inhibited, suggesting that p38 activation is
essential for ras-induced senescence. Furthermore, we have demonstrated that p38 activity is stimulated by ras
as a result of an activated MEK-ERK pathway. Following activation of MEK and ERK, expression of oncogenic
ras leads to the accumulation of active MKK3/6 and p38 activation in a MEK-dependent fashion and
subsequently induces senescence. Active MEK1 induces the same set of changes and provokes senescence
relying on active p38. Therefore, oncogenic ras provokes premature senescence by sequentially activating the
MEK-ERK and MKK3/6-p38 pathways in normal, primary cells. These studies have defined the molecular
events within the ras signaling cascade that lead to premature senescence and, thus, have provided new insights
into how ras confers oncogenic transformation in primary cells.

The ras proto-oncogene family encodes small GTP binding
proteins that transduce growth signals from cell surface recep-
tors in response to extracellular stimuli (1, 6, 37). Previous
studies have suggested that aberrant activation of ras is a cru-
cial step during tumorigenesis. Constitutive activation of ras
genes is found associated with a wide variety of human tumors
at high frequency (3, 4). In both cell culture models and animal
models, activated ras cooperates with other oncogenic genetic
alterations to induce transformation (13, 19, 25, 49, 57, 61).

The transforming activity of activated ras depends on at least
three downstream effectors, including Raf-1/mitogen-activated
protein kinase (MAPK), phosphatidylinositol 3-kinase, and
Ral-GDS (29, 48, 53, 56), which mediate different aspects of
oncogenic transformation. It is believed that activation of the
MAPK pathway provides cells with constitutive mitogenic sig-
nals independent of extracellular stimuli (7). Interaction be-
tween Ras and Raf-1 leads to the sequential activation of the
MAP kinase kinases (MAPKKs) MEK1 and MEK2, and the
MAPKs extracellular signal-regulated kinase 1 (ERK1) and
ERK2. Activated ERK1 and ERK2 promote cell proliferation.
For example, it has been demonstrated that active ERK stim-
ulates DNA synthesis (18), inactivates cell cycle inhibitor ki-
nase MYT1 (45), and enhances the activity of AP-1 transcrip-
tion factor, which induces the expression of growth-promoting
genes such as that for cyclin D1 (33, 55).

In contrast to its mitogenic activity, expression of oncogenic
ras in normal primary cells induces premature senescence, a
permanent growth arrest that is morphologically indistinguish-
able from replicative senescence observed in aged primary cells
(51). This senescence-like growth arrest induced by ras is as-
sociated with accumulation of growth inhibitors such as p53
and p16INK4A (51). Interestingly, the ability of oncogenic ras to
induce premature senescence depends on the Raf-MEK-ERK
pathway that mediates cell proliferation (36). Constitutive ac-
tivation of this pathway induces p53, p16, and p21 and leads to
premature senescence. In addition, ras fails to induce senes-
cence when the activation of the MEK-ERK pathway is spe-
cifically inhibited. It remains unclear how activation of the
mitogenic Raf-MEK-ERK pathway by ras can induce prema-
ture senescence and how this negative growth impact of ras is
bypassed in tumors.

Besides the Raf-MEK-ERK cascade, oncogenic ras also ac-
tivates the Jun amino-terminal kinase (JNK) and p38 MAPK
pathways in several different cell lines (8, 31, 38, 62). Like
ERK, JNK also enhances the activity of AP-1 and promotes
cyclin D1 transcription when activated by its upstream kinases,
MKK4 and MKK7, and thus is likely to be involved in the
ability of ras to regulate cell proliferation (7, 30, 31, 44). The
p38 MAPK is phosphorylated and activated by its upstream
MAPKKs MKK4, MKK3, and MKK6, usually in response to
nonmitogenic signals such as proinflammatory cytokines and
environmental stress (43). However, the biological significance
of p38 activation by oncogenic ras remains unclear. It has been
reported that under certain biological conditions p38 can neg-
atively regulate cell growth. Microinjection of a p38-encoding
plasmid into NIH 3T3 fibroblasts led to down-regulation of
cyclin D1 expression and cell cycle arrest at G1 (40). Ectopic

* Corresponding author. Mailing address: Department of Molecular
Biology, MB-41, The Scripps Research Institute, 10550 N. Torrey
Pines Rd., La Jolla, CA 91037. Phone: (858) 784-9710. Fax: (858)
784-9985. E-mail: pqsun@scripps.edu.

† This is Scripps manuscript no. 14467-MB.
‡ Present address: Aurora Biosciences Corporation, San Diego, CA

92121.

3389



expression of MEKK3, a MAPKKK that activates p38, induced
G1 arrest and reversed ras-mediated transformation in NIH
3T3 cells, again through down-regulation of cyclin D1 (14). In
addition, the MKK6-p38� cascade mediated �-irradiation-in-
duced G2 cell cycle arrest (58).

The negative role of p38 in proliferation led us to investigate
the involvement of this pathway in oncogenic ras-induced pre-
mature senescence. In the present study, we have demon-
strated that oncogenic ras induces premature senescence
through sequential activation of the MEK-ERK pathway and
the MKK3/6-p38 pathway in primary human fibroblasts. The
MEK-ERK pathway, when activated by ras, stimulates the ac-
tivity of p38, which in turn leads to senescence. Therefore,
besides transducing mitogenic signals, the ras-activated MEK-
ERK pathway has an additional biological consequence, induc-
tion of premature senescence through the p38 pathway. These
results have important implications for our understanding of
the mechanisms by which ras transforms cells.

MATERIALS AND METHODS

Cell culture. BJ human foreskin fibroblasts were obtained from J. Smith
(Baylor College of Medicine) maintained in minimum essential medium supple-
mented with 10% fetal calf serum, nonessential amino acids, glutamine, and
antibiotics. LinX-A retroviral packaging cells were grown in Dulbecco’s modified
Eagle’s medium supplemented with 10% fetal calf serum, glutamine, and anti-
biotics.

Plasmids and reagents. BabeHygro-hTERT, BabePuro-Ha-rasV12, and Babe-
Puro-MEK1Q56P were obtained from R. A. Weinberg, D. Beach, and S. Lowe,
respectively. BabePuro-MKK3E, -MKK6E, -MKK7D, and -p38�WT were con-
structed by cloning the respective cDNA fragment from an adenovirus vector
(23, 59) into BabePuro vector. BabeHygro-MKK3A and -MKK6A were con-
structed by cloning the respective cDNA fragment from an adenovirus vector
(23) into BabeHygro vector. Dominant-negative mutant alleles of p38�, p38�,
p38�, and p38� were obtained from Jiahui Han and were excised from pcDNA3
vectors (20, 26, 27, 35) and subcloned into the BabeHygro vector. SB203580 and
U0126 were purchased from Calbiochem. Tumor necrosis factor alpha (TNF-�)
was purchased from Chemicon International, Inc.

Retroviral gene transduction. Retroviral gene transduction was carried out as
previously described, using an amphotropic packaging cell line (LinX-A) (54).
Treatments with SB203580 (8 �M), U0126 (5 �M), or vehicle control usually
started at the time of initial retroviral infection. Cells transduced with retrovi-
ruses were purified with 100 �g of hygromycin B/ml, 400 �g of G418/ml, and/or
1 �g of puromycin/ml, starting 1 to 2 days after infection. We typically achieve 30
to 50% infection rates in BJ cells before selection and 90 to 100% after selection.

Analysis of senescence. Cells infected with appropriate retroviruses were se-
lected with puromycin for 4 days to eliminate the uninfected cells, after which
assays were performed to analyze premature senescence. The day when drug
selection was completed (day 5 after infection) was defined as day 0.

For growth curves, 104 cells were plated into each well in 12-well plates in
duplicates or triplicates. Every 3 to 4 days, cells were trypsinized from plates and
cell numbers were counted. At each split, 104 cells were reseeded to each well in
fresh plates and allowed to grown until the next split. Population doublings (PD)
were calculated with the formula PD � log(n2/n1)/log2, where n1 is the number
of cells seeded and n2 is the number of cells recovered (52). Cells with senes-
cence-associated �-galactosidase (SA-�-gal) activity were detected as previously
described (51). At least 200 cells were counted in randomly chosen fields from
each culture well.

Western blotting. Lysates for Western blot analysis were normally prepared 8
to 10 days after the initial retroviral gene transduction. Cells at 30 to 50%
confluence were lysed in NP-40 lysis buffer (50 mM Tris-HCl [pH 8.0], 120 mM
NaCl, 0.5% NP-40, and Complete protease inhibitors [Roche]) or RIPA buffer
(phosphate-buffered saline containing 1% Triton X-100, 0.5% deoxycholate,
0.1% sodium dodecyl sulfate [SDS], 1 mM Na3VO4, and Complete protease
inhibitors [Roche]). After the lysates were cleared by centrifugation, protein
concentrations were determined by Bradford assays. Twenty to 80 �g of proteins
was separated on an SDS–10% polyacrylamide gel electrophoresis (SDS-PAGE)
gel and transferred to Trans-Blot nitrocellulose membranes (Bio-Rad). The
primary antibodies used were for Ha-Ras (C-20; Santa Cruz), phospho-ERK

(Thr202/Tyr204; Cell Signaling), ERK (Cell Signaling), ERK2 (C-14; Santa
Cruz), actin (Sigma), p16INK4A (DCS-50; Novocastra), p53 (CM1 from Novo-
castra and FL-393 from Santa Cruz), phospho-p38 (Thr180/Tyr182; Cell Signal-
ing), p38 (Cell Signaling), phospho-MEK1/2 (Ser217/221; Cell Signaling), phos-
pho-MKK3/6 (Ser189/207; Cell Signaling), MKK3 (C-19; Santa Cruz), MKK6
(V-20; Santa Cruz), phospho-MKK4 (Thr261; Cell Signaling), MKK4 (C-20;
Santa Cruz), phospho-JNK (Thr183/Tyr185; Cell Signaling), JNK (Cell Signal-
ing), and JNK1 (C-17; Santa Cruz). Horseradish peroxidase-conjugated goat
anti-rabbit immunoglobulin G (IgG) (Santa Cruz) or goat anti-mouse IgG (Jack-
son Laboratories) antibodies were used as secondary antibodies. Reactive pro-
teins were visualized using enhanced chemiluminescence (SuperSignal; Pierce).

Immunoprecipitation and protein kinase assays. Immunoprecipitation of p38
protein and subsequent protein kinase assays using [�-32P]ATP were carried out
as described previously (23, 28). Cells at 30 to 50% confluence were lysed in
RIPA buffer (phosphate-buffered saline containing 1% Triton X-100, 0.5% de-
oxycholate, 0.1% SDS, 1 mM Na3VO4, and Complete protease inhibitors
[Roche]). p38 protein was purified from equal amounts of lysates using an
antibody against p38 (Cell Signaling) (23) or actin (Sigma) and protein A-
Sepharose CL-4B (Amersham Pharmacia Biotech). Protein kinase assays were
performed at 37°C for 30 min in a 50-�l volume with 7 �g of glutathione
S-transferase (GST)–ATF2 (residues 1 to 109), 10 �M ATP, 10 �Ci of
[�-32P]ATP, 20 mM HEPES (pH 7.6), 20 mM MgCl2, 25 mM �-glycerophos-
phate, 0.1 mM Na3VO4, and 2 mM dithiothreitol. The reactions were terminated
with Laemmli sample buffer, and the products were separated on SDS-PAGE
and visualized and quantitated with a phosphorimager. Nonradioactive p38 ki-
nase assays were carried out using the p38 MAP Kinase Assay Kit from Cell
Signaling, following the manufacturer’s instructions.

ERK and JNK kinase activities were measured using the p44/42 MAP Kinase
Assay Kit and the SAPK/JNK MAP Kinase Assay Kit from Cell Signaling,
following the manufacturer’s instructions.

Cell cycle analysis. After 2 days of selection with puromycin (3 days postin-
fection), cells transduced with Ha-rasV12 or a vector control in the presence of
SB203580 or vehicle control were grown in medium containing 0.2% fetal bovine
serum for 21 h before being labeled with 30 �M bromodeoxyuridine (BrdU)
(Sigma) for 3 h. Cells were removed from plates with trypsin and fixed in 70%
ethanol at 4°C overnight. Cells were then treated with 2 N HCl–0.5% Triton
X-100 for 30 min at room temperature, followed by neutralization with 0.1 M
Na2B4O7 and subsequent incubation with fluorescein isothiocyanate (FITC)-
conjugated anti-BrdU antibody (Becton Dickinson) for 1 h at room temperature.
Finally, cells were washed with PBS–1% bovine serum albumin–0.5% Tween 20,
resuspended in PBS containing 5 �g of propidium iodide/ml, and analyzed by
two-dimensional flow cytometry to detect both fluorescein and propidium iodide.

Northern blotting. Total RNA was isolated from cells using TRIzol reagent
(Gibco BRL) according to the manufacturer’s instructions. Eight micrograms of
RNA was separated on a 1% agarose gel containing 3.7% formaldehyde in 1�
morpholinepropanesulfonic acid (MOPS) buffer (20 mM MOPS, 5 mM NaOAc,
and 1 mM EDTA; pH 7.0), transferred to Hybond N� nylon membranes in 10�
SSC (1.5 M NaCl and 150 mM sodium citrate; pH 7.0), and hybridized at 65°C
in Church-Gilbert buffer (1% bovine serum albumin, 400 mM NaPO4 [pH 7.0],
15% formamide, 1 mM EDTA, and 7% SDS) to an 800-bp human p16 cDNA
probe labeled with [�-32P]dATP and [�-32P]dCTP by random priming. After
extensive washing with 0.2� SSC–0.1% SDS buffer at 65°C, the signals were
visualized and quantitated with a phosphorimager.

RESULTS

p38 is activated during ras-induced premature senescence.
Activation of p38 by oncogenic ras was previously observed in
immortalized murine NIH 3T3 fibroblasts (8, 38, 62). While
oncogenic ras induces premature senescence in primary cells,
immortalized murine cells are refractory to premature senes-
cence (51). To explore the possible involvement of the p38
pathway in oncogenic ras-induced senescence, we examined
whether Ha-rasV12, an oncogenic ras mutant allele found in
human tumors, activated p38 during the onset of senescence in
BJ primary human foreskin fibroblasts. Ha-RasV12 was trans-
duced into BJ cells via retroviral infection. Consistent with
previous findings in other primary human and murine fibro-
blasts, Ha-RasV12 induced premature senescence in early-
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passaged BJ cells (Fig. 1). Cells stopped proliferating 7 to 10
days after the initial transduction of Ha-RasV12 (Fig. 1A). The
growth-arrested cells acquired the enlarged and flattened mor-
phology that was characteristic of cellular senescence. In ad-
dition, these cells accumulated SA-�-gal (Fig. 1B), a biomarker
for senescent cells (12).

In BJ cells undergoing premature senescence, we detected
increased phosphorylation of p38 on Thr180 and Tyr182 in
Western blot analysis by using an antibody that specifically
recognizes p38 phosphorylated on these sites (Fig. 1C). The
phosphorylation of p38 on Thr180 and Tyr182 is known to lead
to the activation of p38 (10, 21, 22, 46, 47). To confirm the
activation of p38, p38 protein was isolated from Ha-RasV12-
expressing cells or control cells by immunoprecipitation using
an anti-p38 antibody, and it was tested for its ability to phos-
phorylate a downstream substrate, ATF2 (10, 46). Indeed, p38

purified from ras-expressing cells had an increased (nearly
threefold higher) activity in phosphorylation of ATF2, com-
pared to that from cells expressing a vector control (Fig. 1D).
The immune complex precipitated from ras-expressing cells by
using a control antibody (antiactin) displayed no kinase activ-
ity. Therefore, in BJ primary human fibroblasts, oncogenic
ras-induced premature senescence correlated with p38 activa-
tion. In contrast, although we observed a slight increase in the
level of phospho-JNK when Ha-rasV12 was expressed in BJ
fibroblasts (Fig. 1C), the JNK activity was not detected from
the ras-expressing cells in an in vitro kinase assay using c-Jun as
substrate (Fig. 4B).

Constitutively active MKK3 and MKK6 induce premature
senescence. p38 MAPK can be activated through phosphory-
lation by two upstream MAPKKs, MKK3 and MKK6, in re-
sponse to extracellular stimuli (10, 21, 22, 46, 47). MKK3 and

FIG. 1. Induction of premature senescence by oncogenic ras correlates with p38 activation. (A) PD of BJ cells transduced at PD 20 with
Ha-RasV12 or a vector control. Values are means 	 standard deviations for duplicates. (B) Morphology of BJ cell populations transduced with
Ha-RasV12 or a vector control, after staining for SA-�-gal (pH 6.0) at day 7 postselection. (C) Western blot analysis of BJ cells transduced with
Ha-RasV12 (Ras) or a vector control (BP), showing the levels of Ha-Ras, phospho-ERK (P-ERK1/2), ERK2, phospho-p38 (P-p38), p38,
phospho-JNK (P-JNK), JNK, p16INK4A, and p53. (D) p38 protein kinase activity in BJ cells transduced with Ha-RasV12 (Ras) or a vector control
(BP), determined at day 4 postselection in a kinase assay by using [�-32P]ATP and GST-ATF2 as substrates, following immunoprecipitation of p38
with an anti-p38 antibody (�p38) or an antiactin antibody (�Actin). Shown are the relative amounts of phosphorylated ATF2 substrate after
normalization to background. The signals were visualized and quantitated with a phosphorimager.

VOL. 22, 2002 p38 MEDIATES ras-INDUCED SENESCENCE 3391



MKK6 are activated by dual phosphorylation on Ser207/
Thr211 and Ser189/Thr193, respectively. Substitution of these
serine/threonine residues with glutamic acid (E) results in con-
stitutively active forms of MKK3 and MKK6 (MKK3E and
MKK6E) that can phosphorylate and activate p38 indepen-
dently of upstream signals (22, 47). We therefore examined
whether activation of p38 by these two mutant MKKs would
lead to senescence. MKK3E and MKK6E were expressed in
early-passaged BJ fibroblasts via retroviral gene transduction

(Fig. 2A). While Ha-RasV12 led to the phosphorylation of
both p38 and ERK, MKK3E and MKK6E only increased ac-
tivating phosphorylation of p38 but not that of ERK (Fig. 2A).
MKK3E and MKK6E also stimulated p38 kinase activity (see
Fig. 8C). BJ cells transduced with a vector control (BP) or a
wild-type p38� gene that was not activated displayed normal
growth rates (Fig. 2B). In contrast, expression of MKK3E or
MKK6E led to growth arrest in BJ cells (Fig. 2B). The arrested
cells acquired a senescence-like morphology (Fig. 2C). In ad-

FIG. 2. Activation of p38 by active MKK3 or MKK6 induces premature senescence. (A) Western blot analysis of BJ cells transduced at PD 18
with a vector control (BP) or constitutively active MKK3 (MKK3E) or MKK6 (MKK6E). Levels of MKK3, MKK6, phospho-ERK (P-ERK1/2),
ERK2, phospho-p38 (P-p38), p38, p16INK4A, and p53 were determined 10 days postinfection. (B) PD of BJ cells between day 7 and day 11 after
infection at PD 18 with a vector control (BP), Ha-RasV12 (HaRasV12), a constitutively active MKK3 (MKK3E) or MKK6 (MKK6E), or wild-type
p38� (p38�WT). Values are means 	 standard deviations (SD) for triplicates. (C) Morphology of BJ cells (BJ) or BJ cells immortalized with
hTERT (BJ-hTERT) that had been transduced with a vector control (BP) or constitutively active MKK3 (MKK3E) or MKK6 (MKK6E), after
staining for SA-�-gal (pH 6.0) at day 12 postinfection. (D) Quantification of percentages of SA-�-gal-positive cells within cell populations shown
in panel C. Values are means 	 SD for two separate wells. At least 200 cells were counted for each sample.
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dition, we estimated that more than 80% of MKK3E- or
MKK6E-expressing cells had accumulated SA-�-gal, while
very few of the vector control cells displayed this senescence
marker (Fig. 2C and D). These results indicated that constitu-
tive activation of p38 could induce premature senescence.

Oncogenic ras-induced premature senescence differs from
replicative senescence in that it is telomere independent. Al-
though the human telomerase catalytic subunit hTERT pre-
vents replicative senescence when ectopically expressed (2), it
does not rescue oncogenic ras-induced premature senescence
(60). MKK3E and MKK6E also induced senescence in BJ cells
that had been immortalized with hTERT (Fig. 2C and D).
When not transduced with MKK3/6, these hTERT-expressing
cells proliferated well beyond PD 150, while the control BJ
cells underwent replicative senescence at PD 80 to 90 (data not
shown). Thus, senescence induced by p38 activation was not
rescued by forced expression of hTERT either, suggesting that
both oncogenic ras and activated p38 induced senescence via a
pathway that was distinct from that mediating replicative se-
nescence.

Like Ha-RasV12, MKK3E and MKK6E induced the expres-
sion p53 and p16INK4A (Fig. 2A). While the role of p53 in
premature senescence is still controversial, p16 INK4A was pre-
viously shown to be involved in ras-induced senescence (64)
and thus may also mediate senescence induced by activated
p38 in our study. Therefore, we further explored the mecha-
nism of p16INK4A accumulation following p38 activation.
p16INK4A mRNA was up-regulated by three- to fourfold fol-
lowing p38 activation by active MKK3 or MKK6, as deter-
mined in a Northern blotting analysis using a p16INK4A cDNA
as probe (Fig. 3). Therefore, although we cannot rule out that
MKK3/6 may also regulate p16 protein levels, at least part of
p16 accumulation is due to the up-regulation of its mRNA.

TNF-�-induced senescence in BJ fibroblasts. Because acti-
vation of p38 by oncogenic ras or active MKK3 and MKK6 can
lead to premature senescence in primary BJ fibroblasts, we
explored the possibility that other p38 activators may also
induce senescence in these cells. TNF-� is an inflammatory
cytokine that has been shown to activate p38 (32, 50). In BJ

FIG. 3. Active MKK3 and MKK6 up-regulate 16INK4A mRNA levels.
Total RNA was isolated from BJ cells 8 days after being transduced with
a vector control (BP) or retroviruses encoding active MKK3 (MKK3E) or
MKK6 (MKK6E). Eight micrograms of RNA was separated on an aga-
rose gel, transferred to nylon membrane, and hybridized to a p16INK4A

cDNA probe labeled by random priming. The signals were visualized and
quantitated with a phosphorimager. The numbers represent the relative
intensities of p16INK4A signals after normalization to those of background
and GAPDH signals (data not shown).

FIG. 2.—Continued.
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fibroblasts, TNF-� treatment induced the accumulation of
phospho-p38 (Fig. 4A) and an increase in p38 activity (Fig.
4B). When treated continuously with TNF-�, BJ cells dis-
played a slower growth rate than the control cells (Fig. 4C).
More than 30% of the cells within the TNF-�-treated pop-
ulation were positive for SA-�-gal (Fig. 4D), indicating that
TNF-�-induced growth inhibition was at least partially due
to premature senescence. Compared with Ha-RasV12- or
MEK1Q56P-induced premature senescence, the senescent
phenotypes induced by TNF-� were less severe. This might be
attributed to the fact that Ha-RasV12 or MEK1Q56P led to
stronger activation of p38 than did TNF-� (Fig. 4B). Overall,
these data suggest that activation of p38 by TNF-� can also
lead to premature senescence in primary BJ fibroblasts.

While the JNK activity was undetectable in cells expressing
oncogenic ras or active MEK1 (Fig. 4B), TNF-� led to in-
creases in the phosphorylation of JNK in a dose-dependent
manner (Fig. 4A) and induced JNK activity toward phosphor-

ylation of c-Jun (Fig. 4A and B). TNF-� did not induce the
activation of ERK in BJ cells (data not shown).

Activation of JNK by active MKK7 does not induce senes-
cence. Overexpression of oncogenic ras led to an increase in
the levels of phospho-JNK (Fig. 1C). In a kinase assay in which
the JNK activity induced by TNF-� or active MKK7 was well
detected, the JNK kinase activity was undetectable from ras- or
MEK1-expressing cells (Fig. 4B). However, it was possible that
ras still stimulated JNK activity, but only to a level that was
imperceptible by the kinase assay. In addition, TNF-�, which
induced senescence in BJ cells, also activated JNK (Fig. 4A
and B). Therefore, we further investigated the role of JNK
activation in premature senescence. Early-passaged BJ cells
were infected with a recombinant retrovirus encoding a con-
stitutively active mutant of MKK7 (MKK7D), in which Ser271
and Thr275 had been mutated to Asp (41, 59). MKK7D led to
a marked increase in the phosphorylation of JNK1 and JNK2
without affecting the phosphorylation status of p38 (Fig. 5A)

FIG. 4. TNF-� induces senescence in BJ cells. (A) Western blot analysis of BJ cells (PD 24) treated with the indicated concentrations of TNF-�,
showing levels of phospho-JNK (P-JNK), JNK1, phospho-p38 (P-p38), p38, and actin. (B) p38 (P-ATF2) and JNK (P-c-Jun) kinase activities were
determined in BJ cells 8 days after being transduced at PD 32 with MEK1Q56P (MEK1), Ha-RasV12 (Ras), a vector control (BP), or MKK6E
or after being treated with 2 �g of TNF-�/ml. p38 and JNK were isolated and assayed from 200 �g (p38) or 250 �g (JNK) of cell lysates by using
the p38 MAP Kinase Assay Kit and the SAPK/JNK MAP Kinase Assay Kit (Cell Signaling), respectively. The phosphorylated substrates, ATF2
for p38 and c-Jun for JNK, were visualized by Western blot analysis by using antibodies against phospho-ATF2 or phospho-c-Jun. (C) PD of BJ
cells (PD 29) treated with 2 �g of TNF-�/ml or vehicle control. Values are means 	 standard deviations for triplicates. (D) Morphology of BJ cells
treated with 2 �g of TNF-�/ml (2) or vehicle control (0), after staining for SA-�-gal (pH 6.0) at day 11 of the treatment. Numbers represent
percentages of cells positive for SA-�-gal in each population.
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and greatly stimulated the ability of JNK to phosphorylate
c-Jun (Fig. 4B). However, BJ cells expressing MKK7D did not
undergo premature senescence. These cells proliferated con-
tinuously, as did the cells infected with a vector control (Fig.
5B), and they showed no senescent phenotypes. Active MKK7
did not induce the accumulation of p16INK4A, either (Fig. 5A).
Therefore, activation of the JNK pathway is not sufficient to
cause premature senescence. Taken together with the obser-
vation that Ha-RasV12 did not significantly induce JNK acti-
vation, these data suggest that activation of JNK is unlikely to
be the major mediator of premature senescence induced by
oncogenic ras.

p38 activation is required for ras-induced senescence. Al-
though activation of p38 by active MKK3 or MKK6 is sufficient
to cause premature senescence by itself, the possibility still
exists that ras-induced senescence is not mediated by p38. As a
result, p38 activation may not be required for the ability of ras
to induce senescence. Alternatively, activation of p38 may be
an essential step in the pathway leading from ras activation to
premature senescence. To differentiate these possibilities, we
took advantage of SB203580, a pyridinyl imidazole derivative
that could specifically inhibit the activation of p38 but not that
of the other MAPK pathways. SB203580 blocks the ability of
active p38� and p38� to phosphorylate and activate their
downstream targets (9, 15, 16). Treatment of ras-expressing
cells with SB203580 reduced the ability of p38 to phosphory-
late ATF2 (see Fig. 8C), while having no effect on the phos-
phorylation of ERK1 and ERK2 induced by ras (Fig. 6C, top
panels). In addition, treatment with SB203580 did not alter the
ras-induced activity of ERK toward phosphorylation of one of
its natural substrates, Elk1, as determined in an in vitro kinase
assay following the isolation of ERK from cells by immuno-
precipitation (Fig. 6C, bottom panel). As a control, U0126, a
specific inhibitor of the MAPKKs MEK1 and MEK2, was used
to block the activation of the MEK-ERK pathway by onco-

genic ras (11, 17). In BJ cells, U0126 inhibited the ras-induced
phosphorylation of ERK1 and ERK2 (Fig. 4C, upper panels)
and reduced the activity of ERK toward phosphorylation of
Elk1 in an in vitro kinase assay (Fig. 6C, bottom panel).

When Ha-RasV12 was transduced into BJ cells in the pres-
ence of SB203580, premature senescence was prevented com-
pared to when the vehicle control was present (Fig. 6A). Treat-
ment with U0126 also rescued premature senescence in BJ
cells expressing Ha-RasV12 (Fig. 6A), confirming the essential
role of MEK-ERK activation in ras-induced senescence (36,
64). In addition, SB203580 and U0126 also significantly re-
duced the percentage of Ha-RasV12-expressing cells that were
positive for SA-�-gal activity from more than 80% to 10 to
30% (Fig. 6B), and these compounds blocked the induction of
p16INK4A by ras (Fig. 6C), suggesting that the onset of the
senescence process was blocked when activation of the p38 or
MEK-ERK pathway by ras was prevented in these cells. These
results demonstrated that the activation of p38 is essential for
oncogenic ras to induce premature senescence in BJ primary
fibroblasts. When the ability of ras to activate p38 was specif-
ically blocked, premature senescence did not occur, even
though the MEK-ERK pathway was still active.

To confirm the essential role of p38, ras-induced premature
senescence was analyzed in early-passaged BJ cells that had
been transduced with dominant-negative mutants of different
p38 isoforms, p38�(FA), p38�(FA), p38�(FA), and p38�(KM).
These mutant alleles of p38 harbor mutations within the dual
phosphorylation sites (TGY to FGA for �, �, and �, or to
KGM for �) and have been shown to inhibit the activities of
endogenous p38 in cells in a dominant-negative fashion (20, 26,
27, 35). Expression of p38�(FA), p38�(FA), or p38�(KM)
partially rescued the growth inhibition provoked by oncogenic
ras (Fig. 6D), indicating that these three isoforms of p38 were
involved in ras-induced senescence. Unlike the other p38 iso-
forms, p38�(FA) had no apparent effect on the negative

FIG. 5. Activation of JNK by active MKK7 does not induce senescence. (A) Levels of phospho-JNK (P-JNK), JNK1, phospho-p38 (P-p38),
p16INK4A, and actin were determined by Western blot analysis 10 days after transduction of BJ cells at PD 24 with Ha-RasV12 (HaRasV12),
constitutively active MKK7 (MKK7D), or a vector control (BP). (B) PD of BJ cells transduced at PD 24 with Ha-RasV12 (Ras), constitutively
active MKK7 (MKK7D), or a vector control (BP). Day 0 represents the fifth day postinfection. Values are means 	 standard deviations for
triplicates.
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growth regulation by ras (data not shown). These results with
dominant interfering mutant alleles of p38 further confirmed
that p38 activity was essential for oncogenic ras to induce
premature senescence in BJ fibroblasts.

p38 is not required for the mitogenic activity of ras. Since
oncogenic ras induces both proliferation and premature senes-
cence in normal diploid human fibroblasts, we further investi-
gated whether p38 was also essential for the mitogenic activity

FIG. 6. Specific inhibition of p38 activation by ras rescues ras-induced premature senescence. (A) PD of BJ cells transduced at PD 18 with a
vector control (BP) or Ha-RasV12 (Ras) in the presence of a vehicle control, SB203580, U0126, or U0126 and SB203580. Values are means 	
standard deviations (SD) for triplicates. (B) Percentage of SA-�-gal-positive cells within cell populations transduced at PD 18 with a vector control
or Ha-RasV12 in the presence of a vehicle control (Con), SB203580 (SB), U0126 (U), or U0126 and SB203580 (U�SB). Values are means 	 SD
for triplicates. (C) Western blot analysis of BJ cells transduced at PD 18 with a vector control (BP) or Ha-RasV12 (HaRasV12) in the presence
of a vehicle control (Con), U0126 (U), or SB203580 (SB), showing the levels of Ras, phospho-ERK (P-ERK), ERK, and p16INK4A. The bottom
panel (P-Elk1 fusion) shows the kinase activity of ERK immunoprecipitated from the same cells, as determined in an in vitro kinase assay using
Elk1 as substrate. The phosphorylated substrate was visualized by Western blot analysis with an antibody against phospho-Elk1. (D) Dominant-
negative alleles of p38�, p38�, and p38� rescued ras-induced senescence. BJ cells expressing a dominant-negative allele of p38� [p38�(AF)], p38�
[p38�(AF)], p38� [p38�(AF)], or a vector control (BH) were transduced with Ha-RasV12 (Ras; open symbols) or a vector control (BP; filled
symbols) at PD 34. The PD of these cells were followed starting from day 5 postinfection (designated as day 0). Values are means 	 SD for
triplicates.
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of ras. In primary fibroblasts, premature senescence is a late
response to oncogenic ras expression, while the immediate
consequence of ras activation is growth stimulation (36). In-
deed, the growth arrest was not obvious until 7 to 10 days after
the initial transduction of the Ha-rasV12 gene in BJ cells (day
1 to 4 in growth curve assays; see Materials and Methods) (Fig.
1A and data not shown).

To examine the mitogenic activity of ras, BrdU incorpora-
tion was measured in BJ cell populations shortly after ras
transduction. Four days postinfection and immediately after
the infected cells had been purified with puromycin, oncogenic
ras expression resulted in a two- to threefold increase in BrdU
incorporation when the cells were grown in a low serum con-

centration (Fig. 7), confirming the previous findings in IMR90
human fibroblasts (36). This assay revealed the role of onco-
genic ras in mitogenic stimulation before premature senes-
cence occurred in BJ cells. The ras-induced increase in BrdU
incorporation was not prevented when p38 was inhibited by
SB203580 (Fig. 7), indicating that the mitogenic activity of
oncogenic ras does not rely on active p38. These results suggest
that while p38 activation is essential for ras-induced premature
senescence, the mitogenic activity of ras seems to be indepen-
dent of p38.

p38 is activated as a result of sustained MEK-ERK activa-
tion by ras. Results from this study and previous studies have
demonstrated that both the MEK-ERK and MKK3/6-p38
MAPK pathways are necessary for oncogenic ras-induced se-
nescence. In addition, activation of ERK or p38 alone by their
respective upstream kinases induced premature senescence.
These observations suggest that MEK-ERK and MKK3/6-p38
may act in a linear pathway in mediating ras-induced senes-
cence. Supporting this hypothesis, inhibition of both MEK-
ERK and MKK3/6-p38 pathways simultaneously by U0126 and
SB203580 did not have additive effects in preventing ras-in-
duced senescence (Fig. 6A and B). Although MEK-ERK and
MKK3/6-p38 constitute two separate MAPK pathways that
mediate responses to different extracellular signals, our results
suggest a possibility that sustained stimulation of one pathway
by ras expression may lead to the activation of the other.

Since activation of p38 by MKK3 or MKK6 did not increase
ERK phosphorylation (Fig. 2A), we examined the effects of an
active MEK-ERK pathway on the activity of p38. To activate
the ERK pathway, a constitutively active mutant of MEK1
(MEK1Q56P) (5) was transduced into BJ cells. The active
MEK1 increased the activating phosphorylation of ERK (Fig.
8A) and led to premature senescence in primary BJ fibroblasts
(see Fig. 11), consistent with previous findings in other primary
fibroblasts (36, 64). Expression of the constitutively active
MEK1 also induced the phosphorylation of p38 on Thr180 and
Tyr182 (Fig. 8A) and increased the kinase activity of p38 to-
ward phosphorylation of ATF2 (Fig. 8C). Therefore, constitu-
tive activation of the MEK-ERK pathway led to activation of p38.

Results from previous studies and those presented here (Fig.

FIG. 7. p38 is not required for the mitogenic activity of ras. Three days postinfection, early-passaged BJ cells transduced at PD 18 with a vector
control (BP) or Ha-RasV12 (Ras) in the presence of vehicle control or SB203580 (SB) were placed in low-serum medium for 20 h and labeled
with BrdU for 3 h. Cells were harvested, stained with FITC-conjugated anti-BrdU antibody and propidium iodide, and analyzed for BrdU
incorporation and DNA content by two-color flow cytometry. The upper box represents cells incorporating BrdU (in S phase), the lower-left box
represents G1 cells, and the lower-right box represents G2/M cells. The percentage of BrdU-positive cells is indicated for each cell population.

FIG. 6—Continued.
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1C) have demonstrated that oncogenic ras activates both ERK
and p38 pathways. Our observation that activated MEK1 could
lead to p38 activation raised a possibility that ras might stim-
ulate p38 activity through activation of the MEK-ERK path-
way. Indeed, inhibition of MEK activity by U0126 treatment
greatly reduced the ability of Ha-RasV12 to induce p38 phos-
phorylation (Fig. 8B) and p38 activity toward phosphorylation
of ATF2 (Fig. 8C). U0126 did not reduce the p38 phosphory-
lation induced by active MKK3 or MKK6 (Fig. 8B), demon-
strating that U0126 blocked ras-induced p38 activation by in-
hibiting MEK activity rather than by inhibiting MKK3/6
directly. Thus, the activation of p38 by oncogenic ras requires
a functional MEK-ERK pathway. This finding suggests that in
primary human fibroblasts p38 is not activated by oncogenic ras
directly, but rather as a result of the ras-induced activation of
the MEK-ERK pathway.

MKK3/6 mediates p38 activation by oncogenic ras and ac-
tive MEK1. We have demonstrated the stimulation of p38
activity as a result of MEK-ERK activation by oncogenic ras.
p38 is activated through phosphorylation by its upstream ki-

nases, MKK4, MKK3, and MKK6 (10, 21, 22, 32, 46, 47). We
therefore investigated whether MKK4, MKK3, and MKK6
were involved in the activation of p38 by oncogenic ras and
active MEK1.

In early-passaged BJ cells, MEK1Q56P and Ha-RasV12 in-
duced the activating phosphorylation of MKK3/6 (on Ser189/
Thr193 of MKK3 and on Ser207/Thr211 of MKK6, respec-
tively) (21, 46, 47) (Fig. 9A). On the other hand, while
treatment of BJ cells with NaCl led to strong activation of
MKK4, Ha-RasV12 and MEK1Q56P did not stimulate the
activating phosphorylation of MKK4 (Fig. 9A). The ras-in-
duced increases in the levels of active MKK3/6 depended on
active MEK, because inhibition of MEK activity with U0126
abolished the ability of Ha-RasV12 to induce the accumulation
of phospho-MKK3/6 (Fig. 9B). Consistent with the role of
MEK in MKK3/6 activation, U0126 also blocked MKK3/6
phosphorylation induced by MEK1Q56P (Fig. 9B). Therefore,
MKK3/6 can be activated by ras in a MEK-dependent fashion
during the onset of premature senescence. Our data suggested
that MKK3/6 could be important in mediating p38 activation in

FIG. 8. p38 activation by ras is mediated by an active MEK-ERK pathway. (A) Constitutively active MEK1 increases p38 phosphorylation.
Shown are the results of Western blot analysis of BJ cells transduced with a vector control (BP), Ha-RasV12 (HaRasV12), or MEK1Q56P
(MEK1Q56P) at day 6 postselection, indicating the protein levels of MEK1 (MEK1), phospho-ERK (P-ERK1/2), ERK2 (ERK2), phospho-p38
(P-p38), p38 (p38), p53 (p53), and p16INK4A (p16). (B) Inhibition of MEK-ERK activity prevented ras-induced p38 phosphorylation. Shown are
the results of Western blot analysis of BJ cells transduced with a vector control (BP), Ha-RasV12 (HaRasV12), MKK3E (MKK3E), or MKK6E
(MKK6E) in the presence of vehicle control (Con), U0126 (U), or SB203580 (SB) at day 10 postinfection, with the levels of phospho-p38 and p38
indicated. (C) Protein kinase activity of p38 immunoprecipitated from BJ cells transduced at PD 30 with a vector control (BP), Ha-RasV12
(HaRasV12) in the presence of vehicle control (Con), U0126 (U), or SB203580 (SB), constitutively active MKK3 (MKK3E) or MKK6 (MKK6E),
or active MEK1 (MEK1Q56P) at day 10 postinfection. [�-32P]ATP and GST-ATF2 were used as substrates. The numbers represent the relative
amounts of phosphorylated ATF2 substrate after normalization to background. The signals were visualized and quantitated with a phosphorimager.
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response to oncogenic ras and active MEK and that MKK4 was
probably not involved in this pathway.

The involvement of MKK3/6 in ras- and MEK-mediated p38
activation was further demonstrated using dominant-negative
mutants of MKK3 and MKK6. These inactive mutants
(MKK3A and MKK6A) were constructed by substitution of
the two serine/threonine residues in the dual phosphorylation
sites with alanine (23). In BJ cells expressing the dominant-
negative allele of MKK3, MKK3A, the ability of Ha-RasV12
and MEK1Q56P to induce the activating phosphorylation of
p38 was significantly reduced (Fig. 9C). Similar results were
obtained in BJ cells transduced with MKK6A (data not

shown). These studies confirmed the essential roles of MKK3
and MKK6 in mediating ras- and MEK-induced activation of
p38. Taken together, our findings argue that MEK, when
turned on by oncogenic Ras, may stimulate p38 activity by
activating MKK3/MKK6 in BJ human fibroblasts.

Activation of MEK-ERK by ras precedes the activation of
MKK3/6-p38 and senescence. The finding that the MKK3/6-
p38 pathway is activated as a result of the activation of the
MEK-ERK pathway by oncogenic ras suggests that activation
of the MEK-ERK pathway may precede that of the MKK3/6-
p38 pathway following the overexpression of ras. Such a tem-
poral difference will be more obvious if the activation of the
MKK3/6-p38 pathway by MEK is not achieved through direct
signaling but instead involves indirect, slow routes such as
transcriptional regulation or other mechanisms that require
novel protein synthesis. To determine the timing of the acti-
vation of the MEK-ERK and MKK3/6-p38 pathways, we fol-
lowed the time course of the status of these two pathways,
starting from day 3 through day 9 after the initial transduction
of BJ cells with Ha-RasV12 (Fig. 10). By day 3, MEK and ERK
had already been strongly activated. Since it minimally took 3
days to obtain a pure cell population transduced with ras, we
were unable to monitor the status of MEK and ERK before
day 3. However, because phospho-MEK and phospho-ERK
were already at their maximum levels by day 3, it was likely that
the MEK-ERK pathway was activated by ras well before day 3,
which would be consistent with the direct activation of MEK-
ERK by ras. On the contrary, phosphorylation of MKK3/6 and
that of p38 were not induced by ras until day 4. We did not
observe any time gap between the induction of phospho-FIG. 9. MKK3/6 mediates the activation of p38 by oncogenic ras

and active MEK1. (A) Ha-RasV12 and MEK1Q56P induced the ac-
cumulation of active MKK3/6 but had no effect on the levels of active
MKK4. The levels of phospho-MKK3/6 (P-MKK3/6), actin, phospho-
MKK4 (P-MKK4), and MKK4 were determined by Western blotting
10 days after the transduction of BJ cells at PD 33 with a vector control
(BP), oncogenic Ras (HaRasV12), or constitutively active MEK1
(MEK1Q56P). The levels of phospho-MKK4 (P-MKK4) and MKK4
were also determined in BJ cells (PD 26) treated with 700 mM NaCl
for 15 min (NaCl) or left untreated (
). (B) Up-regulation of phos-
pho-MKK3/6 by Ha-RasV12 and MEK1Q56P relied on MEK activity.
The levels of phospho-MKK3/6 (P-MKK3/6) and actin were deter-
mined by Western blotting 7 days after the transduction of BJ cells at
PD 39 with a vector control (BP), Ha-RasV12 (Ras), or MEK1Q56P
(MEK1) in the presence of vehicle control (Con) or U0126 (U).
(C) MKK3 is required for p38 activation by oncogenic ras and active
MEK1. The levels of phospho-p38 (P-p38) and MKK3 were deter-
mined by Western blot analysis in BJ cells expressing a dominant-
negative allele of MKK3 (MKK3A) or a vector control (BH) 8 days
after transduction at PD 33 with Ha-RasV12 (Ras), MEK1Q56P
(MEK1), or a vector control.

FIG. 10. Activation of MEK-ERK precedes the activation of
MKK3/6-p38 and premature senescence. The levels of Ha-Ras, phos-
pho-MEK1 and 2 (P-MEK1/2), phospho-ERK1 and 2 (P-ERK1/2),
ERK2, phospho-p38 (P-p38), p38, phospho-MKK3 and 6 (P-MKK3/6),
p16INK4A, and actin were determined by Western blotting after differ-
ent days (days 3 to 9) following the transduction of BJ cells at PD 35
with a vector control (V) or Ha-RasV12 (R). The percentages of cells
positive for SA-�-gal within these same cell populations are shown at
the bottom.
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MKK3/6 and that of phospho-p38, suggesting that p38 was
activated by MKK3/6 directly. The p16 protein was induced
moderately at day 4 and then to higher levels after day 6. Cells
displaying the SA-�-gal senescence marker started to accumu-
late at day 5 and reached the maximum percentage within the
population at day 6.

These data demonstrated that the MEK-ERK pathway was
activated earlier by ras than the MKK3/6-p38 pathway was and
that the accumulation of p16 and the appearance of the senes-
cence phenotype occurred even later than the activation of
p38. The results support our conclusion that p38, when acti-
vated by ras as a result of sustained MEK-ERK activation,
triggers premature senescence.

Senescence induced by ras and MEK1 both require active
p38. The dependence of p38 activation by ras on active MEK-
ERK, together with the finding that active p38 leads to senes-
cence, suggests that the sequential activation of MEK-ERK
and MKK3/6-p38 by ras may be responsible for the ability of
oncogenic ras to induce premature senescence in primary cells.
To explore this possibility, we analyzed premature senescence
induced by Ha-RasV12, MEK1Q56P, MKK3E, or MKK6E
under conditions when MEK or p38 was specifically blocked.
Specific inhibition of the p38 activity with SB203580 prevented
premature senescence induced by Ha-RasV12, MEK1Q56P,
MKK3E, and MKK6E. In contrast, treatment with U0126,
which blocks activation of the MEK-ERK pathway, only res-
cued senescence caused by expression of Ha-RasV12 and
MEK1Q56P but not that by constitutively active MKK3 or
MKK6 (Fig. 11). Therefore, both oncogenic ras-induced and
active MEK1-induced senescence relies on an active p38 path-
way, while constitutively activated p38 can cause premature
senescence without the activity of MEK-ERK.

These results have placed MKK3/6-p38 downstream of
MEK-ERK concerning the execution of senescence elicited by
ras, and thus they have defined a pathway leading from onco-
genic ras expression to premature senescence. Oncogenic ras
activates the MEK-ERK pathway, which in turn induces the
phosphorylation and activation of MKK3/6 and p38. Activated
p38 then provokes premature senescence by inducing the ac-
cumulation of growth inhibitors such as p16INK4A. Confirming
this notion, senescence induced by active MKK3 and MKK6
consistently occurred earlier than that induced by Ha-RasV12
or active MEK1. In growth curve assays, Ras- or MEK1-ex-
pressing cells retained substantial levels of growth during the
first 3 days (day 5 to 8 postinfection) compared to control cells,
and they underwent massive growth arrest afterwards (Fig. 1A
and 11). In contrast, cells transduced with MKK3E or MKK6E
almost completely ceased to proliferate within the first 3 days
of the assays. In fact, the growth inhibition was already notice-
able in MKK3E- and MKK6E-expressing cells during puromy-
cin selection (1 to 2 day postinfection), even before the growth
curve assays began. The direct activation of p38 by exogenously
expressed, active MMK3 or MKK6 might have bypassed the
need for the activation of endogenous MKK3/6 proteins by
MEK or ras.

DISCUSSION

Oncogenic ras-induced activation of the MEK-ERK path-
way, which usually confers growth stimulation, leads to prema-

ture senescence that serves as a tumor-suppressing response in
normal primary cells (36). In tumor cells or cell lines where
premature senescence has been compromised, oncogenic ras
or a constitutively active MEK-ERK pathway only promotes
cell growth and leads to transformation (36). It has been un-
clear how activation of the mitogenic MEK-ERK pathway by
oncogenic ras can lead to senescence. In this study, we have
demonstrated that activation of the MEK-ERK pathway by ras
leads to the activation of another MAPK, p38, and that acti-
vated p38 in turn induces the accumulation of growth inhibi-
tors and premature senescence. Thus, while the ras-activated
MEK-ERK cascade may transduce mitogenic signals through
transcription factor AP-1 (31), it provokes premature senes-
cence by activating the p38 pathway in normal, primary cells
(Fig. 12). These findings have identified within the ras signaling
cascade a branch that mediates premature senescence, and
thus they have provided an explanation to how ras achieves
both positive and negative growth regulation. Our data also
suggest that one possible way for a tumor to bypass ras-induced
premature senescence and achieve oncogenic transformation is
to acquire genetic mutations that nullify the activation of the
p38 pathway.

The p38 pathway mediates responses to environmental
stresses, including DNA-damaging agents such as UV and �-ir-
radiation (43, 46, 58). A recent study reported that Ha-RasV12
induced premature senescence by increasing the intracellular
levels of reactive oxygen species (34). Since reactive oxygen
species induce DNA damage, it is possible that in primary BJ
fibroblasts p38 is activated as a result of DNA damage due to
prolonged oxidative stress induced by oncogenic ras. If this

FIG. 11. Both Ha-RasV12- and MEK1Q56P-induced senescence
requires active p38. Shown are the growth curves of BJ cells trans-
duced at PD 17 with Ha-rasV12 (Ha-RasV12) or constitutively active
MEK1 (MEKQ56P), MKK3 (MKK3E), or MKK6 (MKK6E) in the
presence of vehicle control, U0126 (U), or SB203580 (SB). Values are
means 	 standard deviations as determined for triplicates at the indi-
cated days postselection.
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notion is confirmed, premature senescence may serve as a
DNA damage check point that is enforced by the activated p38
pathway in primary fibroblasts.

MEK-ERK and MKK3/6-p38 constitute two independent
MAPK pathways that mediate responses to different extracel-
lular stimuli (6). Our results have revealed an interaction be-
tween these two pathways, concerning the effects of oncogenic
ras in primary cells. Like oncogenic Ras, constitutively active
MEK1 induced the accumulation of active MKK3/6, the acti-
vation of p38 and, subsequently, the occurrence of premature
senescence. Activation of MKK3/6 and p38 by Ha-rasV12 re-
quires an activated MEK-ERK pathway. In addition, the abil-
ity of active MEK1 to mediate ras-induced premature senes-
cence relies on the activation of p38. These observations have
defined a linear pathway involving the sequential activation of
MEK-ERK and MKK3/6-p38 by ras, which mediates prema-
ture senescence in primary human fibroblasts.

Several lines of evidence suggest that oncogenic ras and
active MEK-ERK do not activate the MKK3/6-p38 pathway
through direct signaling. First of all, the activation of MKK3/6
and p38 occurred after 4 days following oncogenic ras overex-
pression, lagging that of MEK and ERK by at least 1 to 2 days
(Fig. 10). This observation is inconsistent with a mechanism of
direct activation, whose effects would be achieved within
hours if not minutes after the initiation of the signal. In-
stead, MKK3/6 and p38 may be activated as a result of the
sustained presence of an active MEK-ERK cascade. Con-
firming the direct activation of p38 by MKK3/6, increases in

the phosphorylation of MKK3/6 and p38 were observed
simultaneously following ras gene transduction. In addition,
premature senescence is a late response of normal cells to
oncogenic activation of ras. Growth arrest induced by Ha-
rasV12 or active MEK1 was not apparent until 7 to 10 days
after the initial transduction of these genes (Fig. 1A and 11).
This agrees with a model in which the trigger of ras- or MEK-
induced senescence is activated through an indirect, slow
route. Also supporting the indirect activation model, active
MKK3 or MKK6 induced senescence much more rapidly than
oncogenic ras or active MEK1 (Fig. 11). Growth inhibition was
already noticeable 1 to 2 days after the transduction of active
MKK3 or MKK6. The ectopic expression of active MKK3 or
MKK6 might have bypassed the slow route that was required
for MEK to activate MKK3/6 and thus may have speeded up
the senescence process.

A similar reliance of p38 activation by ras on MEK-ERK has
been observed in immortalized NIH 3T3 fibroblasts with an-
other oncogenic ras gene, Ha-rasL61, although oncogenic ras
does not induce senescence in these cells (8). The expression of
an active MEK also activated p38 in PC12 cells, where p38
activation is required for neuronal differentiation induced by
nerve growth factor (42). Therefore, the sequential activation
of the MEK-ERK and MKK3/6-p38 pathways may also oper-
ate in other cell types and may mediate cellular processes other
than premature senescence.

Premature senescence is accompanied, and thus may be
mediated by, the accumulation of growth inhibitors such as
p16INK4A and p53. We found that activation of p38 is sufficient
to induce increases in the protein levels of these genes. In the
case of p16INK4A, activation of p38 by MKK3 or MKK6 led to
increases in its mRNA levels. Activated p38 is known to reg-
ulate gene expression by increasing mRNA stability (24, 39,
63). Therefore, it is conceivable that activation of p38 by ras
may result in the stabilization of p16INK4A and p53 mRNA,
leading to the accumulation of p16INK4A and p53 proteins and,
eventually, premature senescence.
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